Abstract: Sea tangle (Laminaria japonica Aresch), a brown alga, has been used for many years as a functional food ingredient in the Asia-Pacific region. In the present study, we investigated the effects of fermented sea tangle extract (FST) on receptor activator of nuclear factor-κB (NF-κB) ligand (RANKL)-stimulated osteoclast differentiation, using RAW 264.7 mouse macrophage cells. FST was found to inhibit the RANKL-stimulated activation of tartrate-resistance acid phosphatase (TRAP) and F-actin ring structure formation. FST also down-regulated the expression of osteoclast marker genes like TRAP, matrix metalloproteinase-9, cathepsin K and osteoclast-associated receptor by blocking RANKL-induced activation of NF-κB and expression of nuclear factor of activated T cells c1 (NFATc1), a master transcription factor. In addition, FST significantly abolished RANKL-induced generation of reactive oxygen species (ROS) by activation of nuclear factor-erythroid 2-related factor 2 (Nrf2) and its transcriptional targets. Hence, it seems likely that FST may have anti-osteoclastogenic potential as a result of its ability to inactivate the NF-κB-mediated NFATc1 signaling pathway and by reducing ROS production through activation of the Nrf2 pathway. Although further studies are needed to inquire its efficacy in vivo, FST appears to have potential use as an adjunctive or as a prophylactic treatment for osteoclastic bone disease.
Introduction
Bone remodeling is an active physiological process involving bone deposition and bone resorption by osteoblast and osteoclast, respectively. Imbalance of these processes in favor of resorption may lead to the formation of osteolytic lesions and an increase in bone disease-related disorders and morbidity [1] [2] [3] . Receptor activator of nuclear factor-κB (NF-κB) ligand (RANKL) and macrophage colony-stimulating factor (M-CSF) are cytokines that play important roles in osteoclast differentiation and maturation. RANKL belongs to the tumor necrosis factor (TNF) superfamily and is regarded as the key promoter of osteoclastogenesis. M-CSF by contrast, is involved in the maintenance of mature osteoclast survival and mobility [4, 5] . The binding of RANKL to its receptor RANK results in the activation of various signaling pathways, including the NF-κB pathway [6, 7] , which then enhances the activation of nuclear factor of activated T cell c1 (NFATc1), which then in turn promotes osteoclast formation by up-regulating the expression of osteoclast-specific genes [8, 9] . In addition, a number of previous studies have shown that reactive oxygen species (ROS) are also critical messengers for osteoclast differentiation [10, 11] and increased activity of the Nrf2 signaling system can block this activation [12] [13] [14] . These findings suggest that suppression of ROS production in combination with increasing activity of Nrf2 may provide a means to block osteoclast activity. Although various drugs have been used clinically to inhibit bone resorption, all have severe side effects when used long-term [15] and as a result, research into the prevention and treatment of osteolytic diseases using natural products has greatly increased in recent years.
Many marine algae extract or components of these extracts have been shown to exhibit potential for preventing and treating bone resorption related diseases [16, 17] and fermented marine algal extracts have attracted the attention of the food and medical care industries [17, 18] . The sea tangle, Laminaria japonica Aresch, is one of the most well-known edible brown seaweeds and has long been used as an important food supplement in Pacific and Asian countries [19] . This seaweed is rich in polysaccharides, dietary fiber, minerals, carbohydrates, polyphenols and proteins [20, 21] and has been reported to protect against obesity, inflammation and cancer [22] [23] [24] [25] . Interestingly, Lee et al. [26] developed a fermented form of sea tangle using Lactobacillus brevis with high antioxidant activity and showed that a fermented sea tangle extract (FST) protected against liver damage better than a non-fermented sea tangle extract [27, 28] . They speculated that glutamate in the sea tangle which converted to gamma-aminobutyric acid through the fermentation process, was the reason behind the increased antioxidant capacity. It has been reported that FST supplementation reduce obesity and improve stress management [29] . Furthermore, previous studies have shown that FST can protect against age-associated short-term memory loss and reduced physical functioning [30] [31] [32] . However, the effect of FST on bone has not previously been investigated and therefore we decided to investigate whether FST had any inhibitory effect on RANKL-stimulated osteoclast differentiation using RAW 264.7 mouse macrophage cells.
Materials and Methods

Reagents and Antibodies
Dulbecco's modified Eagle's medium (DMEM), fetal bovine serum (FBS) and other reagents for cell culture were purchased from WelGENE Inc. (Daegu, Republic of Korea). RANKL and osteoprotegerin (OPG) were obtained from Abcam (Cambridge, MA, USA) and Peprotech (Rocky Hill, NJ, USA), respectively. 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT), tartrate-resistant acid phosphatase (TRAP) assay kit, bovine serum albumin (BSA), 4 ,6-diamidino-2-phenylindole (DAPI), 5,6-carboxy-2 ,7 -dichlorofluorescein diacetate (DCF-DA) and N-acetyl cysteine (NAC) were purchased from Sigma-Aldrich Chemical Co. (St. Louis, MO, USA 
Preparation of FST
FST received from Marine Bioprocess Co. Ltd. (Busan, Korea) was extracted as previously described [30] . In brief, yeast extract and glucose were added to water at a ratio of 1:15 (w/v) and sea tangle (L. japonica Aresch) was then added and sterilized in an autoclave at 121 • C for 30 min. After autoclaving, culture broth of L. brevis BJ20 (accession no. KCTC 11377BP) was added to the mix at a concentration of 1.2% (v/v) and the mixture was incubated at 37 • C for 2 days. The fermented product was obtained by filtration and lyophilized. The dried extract (FST) so obtained was dissolved in Milli-Q Water to produce a 10 mg/mL stock solution.
Cell Culture and Viability Analysis
RAW 264.7 cell line was purchased from the American Type Culture Collection (Manassas, VA, USA). The cells were cultured in DMEM containing 10% heat inactivated FBS, penicillin (100 units/mL) and streptomycin (100 g/mL) at 37 • C in a humidified 5% CO 2 atmosphere and subcultured every 3 days. The viability of the cells was assessed by MTT assay as previously described [14] . Briefly, the cells were treated with the desired concentrations of FST with or without 100 ng/mL RANKL for 72 h and then incubated with 50 µg/mL MTT solution for 3 h. Formazan crystals were dissolved in DMSO and the absorbance was measured using an enzyme-linked immunosorbent assay (ELISA) microplate reader (Dynatech Laboratories, Chantilly, VA, USA) at 540 nm.
Osteoclast Differentiation and TRAP Assay
Osteoclast formation was measured by quantifying cells positively stained by TRAP. Briefly, the cells were fixed in 4% paraformaldehyde (pH 7.4) at room temperature for 10 min and then stained with commercial TRAP staining kit according to the manufacturer's instructions. Osteoclasts were defined as TRAP-positive multinuclear cells containing 3 or more nuclei, under a phase-contrast microscope (Carl Zeiss, Oberkochen, Germany). TRAP activity was determined in culture media using a TRAP assay kit, in accordance with the manufacturer's instructions. TRAP activities were expressed as percentages of control activities.
F-Actin Ring Staining
As described previously, evaluation of actin ring formation was performed [14] . Briefly, the cells were fixed with 4% paraformaldehyde, permeabilized with 0.1% Triton X-100 in PBS for 5 min and then stained with an anti-actin antibody at 4 • C overnight. After washing with PBS, the cells were incubated with FITC-conjugated phalloidin for 30 min at 37 • C and then counterstained with 2.5 µg/mL DAPI for 20 min. F-actin rings were analyzed by fluorescence microscopy (Carl Zeiss, Oberkochen, Germany).
Western Blot Analysis
As described previously, total protein was extracted from the cells using the Bradford Protein assay kit [14] . Nuclear and cytosolic proteins were prepared using a NE-PER nuclear and cytoplasmic extraction reagents kit according to the manufacturer's instructions. Equal amounts of protein from samples were loaded and separated by sodium dodecyl sulfate (SDS)-polyacrylamide gel electrophoresis and transferred onto PVDF membranes. The membranes were blocked with 5% non-fat skim milk in trisbuffered saline containing 0.1% Triton X-100 (TBST) for 1 h and probed with specific primary antibodies at 4 • C overnight (Table 1) . After washing three times with TBST, the membranes were incubated with the appropriate HRP-conjugated secondary antibodies for 2 h. Protein expression was detected by an ECL kit and visualized by Fusion FX Image system (Vilber Lourmat, Torcy, France). 
Immunofluorescence Staining for NF-κB
RAW 264.7 cells were seeded on gelatin-coated glass coverslips. After it was cultured for 24 h, cells were treated with RANKL in the presence or absence of various concentrations of FST for 24 h, fixed in 4% paraformaldehyde for 15 min, permeabilized with 0.2% Triton X-100 in PBS for 15 min and blocked with PBS containing 5% BSA. Cells were stained with primary antibody against phosphoNF-κ B p65 at 4 • C overnight and incubated with a fluorescein-conjugated anti-rat IgG in the dark at 37 • C for 1 h. Cells were mounted on slides and then analyzed by fluorescence microscope.
Measurement of Intracellular ROS Levels
The production of intracellular ROS was measured by a flow cytometer with DCF-DA as described previously [14] . Briefly, the cells were treated with FST in the presence or absence of 100 ng/mL RANKL. In the last 20 min of treatment, 10 µM DCF-DA was added to the incubated cells in the dark. Following incubation, the cells were washed twice with PBS and 10,000 cells were analyzed for intracellular ROS content by BD Accuri C6 software in a flow cytometer (BD Biosciences) at 480/520 nm. To observe ROS generation by fluorescence microscopy, cells were stimulated with RANKL in the presence or absence of FST for 1 h. Cells were then stained with DCF-DA and then fixed with 4% paraformaldehyde for 2.
Statistical Analysis
All experiments were performed at least three times. Data were analyzed using GraphPad Prism software (version 5.03; GraphPad Software, Inc., La Jolla, CA, USA) and expressed as the mean ± standard deviation (SD). Differences between groups were assessed using analysis of variance followed by ANOVA-Tukey's post hoc test and p < 0.05 was considered to indicate a statistically significant difference. Figure 1A shows that FST had no cytotoxicity on the cells at concentrations up to 800 µg/mL but relatively cytotoxic effect was observed in the 1000 µg/mL treatment group as compared with untreated controls. In the presence of 100 ng/mL RANKL or 100 ng/mL osteoprotegerin (OPG), a decoy receptor for RANKL that inhibits osteoclastogenesis [33, 34] , cell viability was not significantly reduced by FST at concentrations up to 800 ng/mL compared to that of control groups ( Figure 1B) . Hence, non-toxic concentrations (<800 µg/mL) were used to investigate the effect of FST on RANKL-induced osteoclast differentiation. 
Results
Effect of FST on Cell Viability in RAW 264.7 Cells
RAW 264.7 cells were treated with various concentrations of FST for 72 h and then 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) assay was performed. Figure  1Ashows that FST had no cytotoxicity on the cells at concentrations up to 800 μg/mL but relatively cytotoxic effect was observed in the 1000 μg/mL treatment group as compared with untreated controls. In the presence of 100 ng/mL RANKL or 100 ng/mL osteoprotegerin (OPG), a decoy receptor for RANKL that inhibits osteoclastogenesis [33, 34] , cell viability was not significantly reduced by FST at concentrations up to 800 ng/mL compared to that of control groups ( Figure 1B) . Hence, non-toxic concentrations (<800 μg/mL) were used to investigate the effect of FST on RANKL-induced osteoclast differentiation. 
FST Suppresses RANKL-Induced Osteoclastogenesis in RAW 264.7 Cells
In order to examine the effect of FST on RANKL-induced osteoclastogenesis, RAW 264.7 cells were treated with FST in the presence of different concentrations of RANKL. As shown in Figure 2A , FST treatment markedly inhibited RANKL-induced osteoclast-like morphological changes. TRAP staining demonstrated that FST suppressed cell fusion and the conversion of RAW 264.7 cells into osteoclasts ( Figure 2B FST suppressed numbers of TRAP-positive osteoclasts as compared with RANKL treated cells, dose-dependent manner ( Figure 2C ). These reductions in TRAP-positive osteoclast number were paralleled by the inhibition of TRAP activity ( Figure 2D ). As expected, RANKL-induced osteoclast differentiation and TRAP activity were completely suppressed in the presence of OPG.
FST Disrupts RANKL-Induced Formation of F-Actin Rich Adhesive Structures in RAW 264.7 Mouse Macrophage-Like Cells
Formation of the F-actin rich adhesive structures by osteoclasts is an essential step in bone resorption [35, 36] . Figure 3 indicated that staining with FITC-conjugated phalloidin showed RANKL (100 ng/mL) stimulation increased well-defined F-actin sealing rings with a higher intensity ring height. However, the size of rings formed by RANKL-treated cells was remarkably and 
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Formation of the F-actin rich adhesive structures by osteoclasts is an essential step in bone resorption [35, 36] . Figure 3 indicated that staining with FITC-conjugated phalloidin showed RANKL (100 ng/mL) stimulation increased well-defined F-actin sealing rings with a higher intensity ring height. However, the size of rings formed by RANKL-treated cells was remarkably and concentration-dependently reduced in cells co-treated with FST. Furthermore, OPG treatment complementally inhibited the F-actin sealing ring formation in RANKL-stimulated cells.
concentration-dependently reduced in cells co-treated with FST. Furthermore, OPG treatment complementally inhibited the F-actin sealing ring formation in RANKL-stimulated cells. 
FST Inhibits the RANKL-Induced Nuclear Translocation of NF-κB and IκBα Degradation in RAW 264.7 Cells
Activation of NF-κB through nuclear translocation by RANKL is an essential step for initiation of osteoclast differentiation [6, 7] . Therefore, we assessed whether FST affected the activation of NF-κB induced by RANKL. As shown in Figure 4A ,B, our immunoblotting results reveal that the expression of NF-κB was markedly increased in the nuclei of RANKL treated cells but the expression of IκBα was reduced in the cytoplasm, which suggested that RANKL stimulated activation of NF-κB. However, FST suppressed the RANKL-mediated degradation of IκBα and the subsequent nuclear accumulation of NF-κB. Furthermore, immunofluorescence studies produced similar results. More specifically, phosphorylated NF-κB p65 was predominantly located in nuclei in RANKL-stimulated cells but not in FST and RANKL co-treated cells ( Figure 4C 
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Activation of NF-κB through nuclear translocation by RANKL is an essential step for initiation of osteoclast differentiation [6, 7] . Therefore, we assessed whether FST affected the activation of NF-κB induced by RANKL. As shown in Figure 4A ,B, our immunoblotting results reveal that the expression of NF-κB was markedly increased in the nuclei of RANKL treated cells but the expression of IκBα was reduced in the cytoplasm, which suggested that RANKL stimulated activation of NF-κB. However, FST suppressed the RANKL-mediated degradation of IκBα and the subsequent nuclear accumulation of NF-κB. Furthermore, immunofluorescence studies produced similar results. More specifically, phosphorylated NF-κB p65 was predominantly located in nuclei in RANKL-stimulated cells but not in FST and RANKL co-treated cells ( Figure 4C ). After co-treating cells with 100 ng/mL RANKL in the presence or absence of FST for 1 h, nuclear and cytosolic proteins were isolated. The expression of NF-κB and IκB-α were determined by Western blotting. Lamin B and β-actin were used as internal controls for the nuclear and cytosolic fractions, respectively. (B) Densitometry quantifications of protein expressions were measured by ImageJ. Statistical analyses were conducted using analysis of variances between groups. *** p < 0.0001 when compared to control. (C) Cells grown on gelatin-coated glass coverslips were cotreated with 800 μg/mL FST with or without 100 ng/mL RANKL. Localization of phospho-NF-κB p65 was observed under a fluorescence microscope following staining with anti-phospho-NF-κB p65 antibody (red) and DAPI (nuclear stain; blue). Original magnification ×400. RANKL: receptor of activator of nuclear factor kappa-B ligand; FST: fermented sea tangle extract; IκBα: inhibitory proteins of kappa B, alpha; NF-κB: nuclear factor-kappa B; +: cells treated the reagent; -: cells untreated the reagent.
FST Down-Regulates RANKL-Induced Osteoclast-Associated Gene Expression in RAW 264.7 Cells
NFATc1 is considered to be the most important regulator of the transcriptional activation of osteoclast differentiation-associated genes by RANKL [8, 9] . To examine in more detail the mechanism of FST-mediated inhibition of osteoclastogenesis, we assessed the expression of NFATc1 in RANKL-stimulated RAW 264.7 cells. Consistent with previous studies, the expression of NFATc1 was significantly increased by RANKL but was down-regulated in a concentration-dependent After co-treating cells with 100 ng/mL RANKL in the presence or absence of FST for 1 h, nuclear and cytosolic proteins were isolated. The expression of NF-κB and IκB-α were determined by Western blotting. Lamin B and β-actin were used as internal controls for the nuclear and cytosolic fractions, respectively. (B) Densitometry quantifications of protein expressions were measured by ImageJ. Statistical analyses were conducted using analysis of variances between groups. *** p < 0.0001 when compared to control. (C) Cells grown on gelatin-coated glass coverslips were co-treated with 800 µg/mL FST with or without 100 ng/mL RANKL. Localization of phospho-NF-κB p65 was observed under a fluorescence microscope following staining with anti-phospho-NF-κB p65 antibody (red) and DAPI (nuclear stain; blue). Original magnification ×400. RANKL: receptor of activator of nuclear factor kappa-B ligand; FST: fermented sea tangle extract; IκBα: inhibitory proteins of kappa B, alpha; NF-κB: nuclear factor-kappa B; +: cells treated the reagent; -: cells untreated the reagent.
NFATc1 is considered to be the most important regulator of the transcriptional activation of osteoclast differentiation-associated genes by RANKL [8, 9] . To examine in more detail the mechanism of FST-mediated inhibition of osteoclastogenesis, we assessed the expression of NFATc1 in RANKL-stimulated RAW 264.7 cells. Consistent with previous studies, the expression of NFATc1 was significantly increased by RANKL but was down-regulated in a concentration-dependent manner by FST ( Figure 5 ). In addition, we investigated the effects of FST on the levels of specific marker for osteoclast such as TRAP, cathepsin (CTSK), matrix metallopeptidase-9 (MMP-9) and osteoclast-associated receptor (OSCAR). Figure 5 showed that RANKL markedly up-regulated levels of these osteoclast-specific markers, which were effectively attenuated by the addition of FST. Co-treatment with OPG also completely prevented increases in these protein markers. manner by FST ( Figure 5 ). In addition, we investigated the effects of FST on the levels of specific marker for osteoclast such as TRAP, cathepsin (CTSK), matrix metallopeptidase-9 (MMP-9) and osteoclast-associated receptor (OSCAR). Figure 5 showed that RANKL markedly up-regulated levels of these osteoclast-specific markers, which were effectively attenuated by the addition of FST. Cotreatment with OPG also completely prevented increases in these protein markers. 
FST Attenuates RANKL-Induced Intracellular ROS Accumulation Associated with Activation of Nrf2 in RAW 264.7 Mouse Macrophage-Like Cells
Overproduction of intracellular ROS plays a critical step in RANKL-mediated osteoclastogenesis [12] [13] [14] , thereby we examined whether FST inhibits the generation of ROS during RANKL-mediated osteoclastogenesis using DCF-DA, a cell permeant redox-sensitive dye. We demonstrated by flow cytometry that ROS levels were significantly increased by RANKL and that these up-regulation were abolished by FST (Figure 6A,D) . Moreover, this effect of FST was supported by our fluorescence microscopic examination ( Figure 6B ) and further, co-treatment with N-acetyl cysteine (NAC), an intensive ROS scavenger, completely alleviated RANKL-induced ROS generation and F-actin ring formation ( Figure 6C ). In addition, Figure 6E ,F shows that FST has the efficacy of equivalence and/or superiority compared with NAC and it was suggested that FST is a powerful anti-oxidant, thereby it has a suppressed RANKL-mediated ROS generation. Overproduction of intracellular ROS plays a critical step in RANKL-mediated osteoclastogenesis [12] [13] [14] , thereby we examined whether FST inhibits the generation of ROS during RANKL-mediated osteoclastogenesis using DCF-DA, a cell permeant redox-sensitive dye. We demonstrated by flow cytometry that ROS levels were significantly increased by RANKL and that these up-regulation were abolished by FST (Figure 6A,D) . Moreover, this effect of FST was supported by our fluorescence microscopic examination ( Figure 6B ) and further, co-treatment with N-acetyl cysteine (NAC), an intensive ROS scavenger, completely alleviated RANKL-induced ROS generation and F-actin ring formation ( Figure 6C ). In addition, Figure 6E ,F shows that FST has the efficacy of equivalence and/or superiority compared with NAC and it was suggested that FST is a powerful anti-oxidant, thereby it has a suppressed RANKL-mediated ROS generation. In addition, we show that FST increased the expression and phosphorylation of Nrf2 in RANKL-stimulated cells, which was associated with an increase in typical Nrf2-dependent cytoprotective enzymes such as heme oxygenase-1 (HO-1) and NAD(P)H: Quinone oxidoreductase 1 (NQO-1) ( Figure 7A,B) . Furthermore, we observed that Nrf2 translocation to the nucleus was promoted by FST treatment (Figure 7C,D) . In addition, we show that FST increased the expression and phosphorylation of Nrf2 in RANKLstimulated cells, which was associated with an increase in typical Nrf2-dependent cytoprotective enzymes such as heme oxygenase-1 (HO-1) and NAD(P)H: Quinone oxidoreductase 1 (NQO-1) ( Figure 7A,B) . Furthermore, we observed that Nrf2 translocation to the nucleus was promoted by FST treatment (Figure 7C,D) . were isolated from cells and the expression levels of Nrf2 and its regulatory proteins were assessed by Western blot analysis. β-actin was used as the internal control. (C) The expression of nuclear and cytosol Nrf2 were determined by Western blotting. Lamin B and β-actin were used as internal controls for the nuclear and cytosolic fractions, respectively. The results shown are representative of three independent experiments. (B,D) Statistical analyses were conducted using analysis of variances between groups. * p < 0.05 and *** p < 0.0001 when compared to control. # p < 0.05 and ### p < 0.0001 when compared to RANKL treatment. RANKL: receptor of activator of nuclear factor kappa-B ligand; FST: fermented sea tangle extract; Nrf2: nuclear factor-erythroid 2-related factor 2; p-Nrf2: phosphorylated nuclear factor-erythroid 2-related factor 2; HO-1: heme oxygenase-1; NQO-1: NAD(P)H quinone oxidoreductase 1; +: cells treated the reagent; -: cells untreated the reagent.
Discussion
Osteoclasts are multinucleated cells of hematopoietic origin which are derived from the monocyte/macrophage in their ability to resorb bone, whereas osteoblast are derived from pluripotent mesenchymal stem cells and are involved in bone formation [1, 2] . Since excessive bone resorption by osteoclasts causes an imbalance in bone regeneration and induces osteolytic diseases, osteoclasts are considered prime targets for the management and treatment of bone diseases [2, 3] . RANKL is a pro-osteoclastogenic cytokine and plays a crucial role in promoting osteoclastogenesis from osteoclast progenitor cells [4, 5] . As has been well established in many earlier studies, RANKL binds to RANK expressed on the plasma membrane of osteoclast precursors and activates complex signaling cascades including NF-κB and NFATc1 for osteoclast differentiation [9, 10] . Differentiation through activation of these signal transduction systems by RANKL is characterized by the formation of multinucleated giant cells [5, 7] . This is a preliminary step in the maintenance, formation and function of the F-actin loop structure, which plays an important role in seal zone formation and resorption of bone mineral matrix in osteoclasts by activated TRAP [37, 38] . According to the present Cells were treated with FST with or without 100 ng/mL RANKL for 5 days. (A) Total cellular proteins were isolated from cells and the expression levels of Nrf2 and its regulatory proteins were assessed by Western blot analysis. β-actin was used as the internal control. (C) The expression of nuclear and cytosol Nrf2 were determined by Western blotting. Lamin B and β-actin were used as internal controls for the nuclear and cytosolic fractions, respectively. The results shown are representative of three independent experiments. (B,D) Statistical analyses were conducted using analysis of variances between groups. * p < 0.05 and *** p < 0.0001 when compared to control. # p < 0.05 and ### p < 0.0001 when compared to RANKL treatment. RANKL: receptor of activator of nuclear factor kappa-B ligand; FST: fermented sea tangle extract; Nrf2: nuclear factor-erythroid 2-related factor 2; p-Nrf2: phosphorylated nuclear factor-erythroid 2-related factor 2; HO-1: heme oxygenase-1; NQO-1: NAD(P)H quinone oxidoreductase 1; +: cells treated the reagent; -: cells untreated the reagent.
Osteoclasts are multinucleated cells of hematopoietic origin which are derived from the monocyte/macrophage in their ability to resorb bone, whereas osteoblast are derived from pluripotent mesenchymal stem cells and are involved in bone formation [1, 2] . Since excessive bone resorption by osteoclasts causes an imbalance in bone regeneration and induces osteolytic diseases, osteoclasts are considered prime targets for the management and treatment of bone diseases [2, 3] . RANKL is a pro-osteoclastogenic cytokine and plays a crucial role in promoting osteoclastogenesis from osteoclast progenitor cells [4, 5] . As has been well established in many earlier studies, RANKL binds to RANK expressed on the plasma membrane of osteoclast precursors and activates complex signaling cascades including NF-κB and NFATc1 for osteoclast differentiation [9, 10] . Differentiation through activation of these signal transduction systems by RANKL is characterized by the formation of multinucleated giant cells [5, 7] . This is a preliminary step in the maintenance, formation and function of the F-actin loop structure, which plays an important role in seal zone formation and resorption of bone mineral matrix in osteoclasts by activated TRAP [37, 38] . According to the present findings, FST effectively inhibited RANKL-induced TRAP activation and F-actin ring formation without causing any significant cytotoxicity in RAW 264.7 cells, implying that FST suppressed osteoclast differentiation from osteoclast precursors at an early stage.
NF-κB, a transcription factor that plays a key role in inducing osteoclast differentiation, complexes with cytoplasmic IκB-α in the absence of osteoclastogenic induction signals and keeps it in an inactive form that tightly regulates its transcriptional activity for osteoclast differentiation [4, 37] . However, the interaction of RANKL and RANK promotes the activation of the IκB kinase (IKK) complex, which phosphorylates IκB-α leading to ubiquitin-dependent degradation [6, 7] . As a result, free NF-κB translocates to the nucleus and activates transcription of various genes involved in osteoclastogenesis [5] . Our results demonstrated that RANKL promoted the degradation of IκB-α in the cytoplasm and induced the translocation of NF-κB into the nucleus, both of which are essential for the activation of NF-κB but that these changes were completely inhibited by FST.
In the early stages of NF-κB activation and osteoclast differentiation, NFATc1 acts as a master regulator that enhances transcription of various osteoclast marker genes, which are highly expressed in the terminal differentiation stage to promote bone resorption [5, 39] . In addition to blocking RANKL-induced NF-κB activation, FST inhibited NFATc1 expression in RANKL-treated cells. OPG treatment also completely blocked the expression of NFATc1. As further proof that FST was effectively inhibiting osteoclastogenesis, we showed that it attenuated RANKL-induced up-regulation of osteoclast marker genes such as TRAP, MMP-9, CTSK and OSCAR to levels seen in the control and OPG co-treated groups. Although further experiments are required to determine whether NFATc1 inhibition is the direct result of NF-κB inactivation, the present results indicate that inactivation of the NF-κB signaling pathway and inhibition of the expression of osteoclast marker genes associated with a decrease in NFATc1 expression are involved as important mechanisms in the anti-osteoclastogenic effect of FST.
A number of previous studies have shown that ROS, as specific secondary messengers, play a key role in the initiation of RANKL-stimulated osteoclast differentiation and bone resorption through similar pathways involving the activation of NF-κB and NFATc1 [10, 12] . However, the accumulation of excessive ROS due to oxidative stress blocks osteoblast differentiation, suppresses osteoblast survival and acts to promote bone loss [12, 13] . It has also been reported that a variety of natural products with antioxidant activity inhibit osteoclast differentiation by inhibiting ROS production [6, 10, 11] . Therefore, ROS can be considered a potential target for inhibition of osteoclast differentiation and prevention of bone loss. The present results showed that FST significantly suppressed ROS production by RANKL. Moreover, consistent with the results of previous studies [12, 40] , RANKL-induced osteoclast differentiation was completely inhibited when production of ROS was artificially blocked using NAC, indicating that FST blocks osteoclast differentiation by acting as a scavenger or inhibitor of ROS. In order to reduce the damage from oxidative stress in the face of excess production of ROS in cells, several transcription factors are known to be activated to increase the expression of downstream antioxidant enzymes [41, 42] . One of these redox sensitive transcription factors, Nrf2 has recently been reported to attenuate osteoclast differentiation through the regulation of ROS production [42, 43] . For example, Nrf2 deficiency improved RANKL-induced osteoclast differentiation [44] , whereas local induction of nuclear Nrf2 weakened RANKL-mediated osteoclastogenesis [45] . Under normal conditions, Nrf2 is sequestered by Kelch-like ECH-associated protein 1 (Keap1) to the cytoplasm but becomes separated from Keap1 by oxidative or electrophilic stress and translocated into the nucleus. In the nucleus, Nrf2 binds to the antioxidant response elements to induce the transcription of target antioxidants and detoxifying enzymes including HO-1 and NQO-1 [42, 43] . In this study, FST significantly increased expression of Nrf2 and its transcriptional targets, including HO-1 and NQO-1 in RANKL-treated RAW 264.7 cells. We also observed that FST increased phosphorylation and nuclear translocation of Nrf2 compared to the RANKL-alone stimulated group. The results presented, indicate that FST attenuates osteoclast differentiation by decreasing RANKL-induced oxidative stress in osteoclast precursor cells through the activation of Nrf2 and its downstream genes.
Conclusions
To assume the effect of FST on RANKL-mediated osteoclast differentiation, recombinant RANKL protein was used to differentiate murine monocyte/macrophage RAW 264.7 cells as osteoclast precursor cells into osteoclasts. Present results demonstrated that FST inhibited RANKL-induced osteoclastogenesis and reduced the expression of several key osteoclast-regulatory genes through the inactivation of NF-κB. In addition, FST blocked RANKL-induced oxidative stress, which was associated with the activation of Nrf2 signaling pathway. Although the present study provides new insights into the inhibition of osteoclastogenesis by FST, further investigation of the molecular mechanisms underlying this process as well as identification of the bioactive constituents of FST are needed.
